Supplementary Figure 1. An Exemplary Chromatogram of Human Serum Blank
vs Low Concentration of GDF-11 and GDF-8 in Human Serum
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Supplementary Table 1. External validation of the LC-MS/MS Assay for GDF-11
and GDF-8

Sample GDF-11 (ng/mL) GDF-8 (ng/mL)
?e%(ég)?lgée Measured o Measured o Measured _ Measured _ Measured _ Measured o
(years) inspked | samples spiked | insamples . inunpked  inSamples | semplos spked
samples with 1 ng/ml spiked with 5 samples, spiked with 4 with 10ng/ml
ng/mL GDF-11 ng/ml GDF-11  ng/mL ng/ml GDF-8  GDF-8
Female, 22 3.3 4.9 8.7 7.3 10.8 19.0
Female, 35 4.5 5.4 10.1 9.7 14.1 20.9
Female, 44 3.6 4.3 9.7 14.4 18.8 25.7
Female, 57 3.9 4.7 8.6 6.7 11.0 16.7
Female, 29 29 4.2 9.8 5.4 9.3 17.2
Female, 36 3.4 4.2 9.6 8.0 12.0 18.4
Female, 65 3.2 3.9 8.5 7.1 11.3 16.6
Female, 54 3.6 4.6 10.7 9.6 13.8 20.0
Female, 61 3.6 4.4 9.0 9.1 12.6 18.9
Female, 65 4.0 4.9 10.5 9.2 13.9 20.0
Female, 40 3.3 4.3 8.4 9.3 13.6 19.8
Female, 66 3.1 4.7 9.7 8.6 13.3 19.9
Female, 52 3.1 4.2 8.1 8.1 12.7 19.6
Male, 25 3.8 4.8 9.2 8.5 12.9 20.0
Male, 42 3.2 4.4 9.5 15.0 20.1 25.8
Male, 45 3.1 4.0 9.7 11.2 15.7 22.5
Male, 37 3.0 4.0 9.6 8.5 12.2 19.9
Male, 59 3.6 4.7 9.6 8.7 13.0 19.2
Male, 66 3.5 4.3 9.7 11.9 16.7 22.1
Male, 23 4.0 4.9 9.6 20.8 24.2 31.4
Male, 58 3.3 4.3 9.0 10.4 151 20.4
Summary 3.5 4.5 9.4 9.9 14.2 20.7

Legend: As a part of the external evaluation of the assay, the Central Pathology

Laboratory for the NIA-funded CARGO Project at the University of Vermont, Burlington,



VT, prepared 21 blinded, quality control serum samples spiked with 1 or 5 ng/mL of GDF-

11 or 4 or 10 ng/mL of GDF-8.



Supplementary Table 2. Baseline characteristics of the healthy community dwelling

adults by age group

Age Range (Years)

Variables 20-29 30-39 40-49 50-59 60-69 70-79 280 Total
N 32 29 14 16 26 22 6 145
Age, y 25+3 34+£2 45+ 3 54 +3 65+3 74+3 84+3 49+19
Height, cm 178+ 5 1779 1735 175+ 6 176 £ 8 1737 165+ 6 175+7.3
Weight, kg 789+139 | 80.6+109 | 78.7+8.9 80.2+8.8 80.2+73 | 75.6+10.7 | 721+9.0 | 78.8+10.6
BMI, kg/m? 24.8+3.6 249+52 | 26.4+2.73 | 26.3+22 26.0+24 25.2+2.8 26.3+2.2 256+29
Total T, ng/dL 561 + 216 489 + 139 445 + 192 527 + 168 483 +122 483 + 127 372+£191 498 + 168
SHBG, nmol/L 30.6+14.2 | 359+15.0 | 340+149 | 41.7+143 | 56.9+£294 | 58.3+245 | 63.1+£31.8 | 43.5+23.3
GDF-11, 3.11+0.34 | 3.00+0.24 | 293+£0.18 | 3.19+0.27 | 3.07+£0.32 | 3.66+2.59 | 3.05+0.17 | 3.15+1.05
ng/mL
GDF-8, ng/mL 6.65+0.66 | 6.53+0.60 | 6.79+£0.62 | 6.95+1.16 | 6.54+0.71 | 6.61+0.80 | 6.55+0.58 | 6.64+0.74

Legend: Data presented as mean =

Hormone Biding Globulin.

SD. Total T: Total Testosterone; SHBG: Sex




Supplementary Table 3. Baseline characteristics of participants in the 5aR Trial included
in this study and changes from baseline in GDF-8 and GDF-11 levels associated with

administration of graded doses of testosterone enanthate for 20 weeks.

Testosterone Dose

Variables 50 mg 125 mg 300 mg 600 mg Total
n 15 12 12 15 54
Age (y) 39+9 34+8 3710 40+8 38+9
Weight (kg) 82.3+12.8 84.1+138 819+124 822+124 826+125
BMI (kg/m?) 26.25+4.83 26.77+458  26.04+3.16 26.00+£3.77 26.25%+4.04
Fat Free Mass (kg) 59.18+£6.80 61.49+7.61 58.63+7.25 60.31+£890 59.90+ 7.57
Fat Mass (kg) 18.53+8.73 17.76 +7.58 18.75+8.66 17.54+6.47 1812+ 7.66
SHBG (hmol/L) 49.9+26.5 46.4+22.3 447 + 30.5 51.3+17.8 48.4 + 23.9

Baseline Total Testosterone (ng/dL) 697 £ 320 701 + 268 667 £ 175 776 £ 255 713 £ 259

End-of-study Total Testosterone 385+ 223 822 + 258 1702 + 789 3578 + 255 | 1662 + 1497
(ng/dL)

GDF-11 (ng/mL) 355+0.43 3.64+0.72 3.23%+0.29 3.49+0.41 3.48+0.49
Change from Baseline in GDF-11 (%) 15+15 -0.3+13.7 3.1+£120 -3.4+129 0.2+13.3
GDF-8 (ng/mL) 8.15+1.77 9.67+3.81 9.09%3.64 8.49+2.04 8.79+£2.83

Change from Baseline in GDF-8 (%) 15.6 £ 22.7 24.1+394  26.7+53.0 29.1+37.3 23.6 +37.9

Legend: Data presented as mean + SD. SHBG: Sex Hormone Biding Globulin.
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